restored) were constructed to perform physiological studies in a non-mutagenized 1 0 2 background [21] . All these strains derived from NCTC8325, except HG001 and HG003 1 0 3 (which have a functional σ B factor), give rise to white colonies (Figure 1 ). In addition to those 1 0 4
reported [13] , we constructed Δ hfq::cat derivatives in NCTC8325, NCTC8325-4, HG001, 1 0 5 HG002 and HG003 (Table 1) . In contrast to results reported in Liu et al., deletion of the hfq 1 0 6 gene in all tested strain backgrounds had no effect on pigmentation ( Figure 1A) . Note that 1 0 7 COL, Newman are not NCTC8325 derivatives. 1 0 8
Spectral profiles highlighting S. aureus carotenoid production were determined as described 1 0 9
[1] for three strains and their hfq derivatives after growth for 24h in BHI. HG003 and HG003 1 1 0 Δ hfq::cat gave equivalent profiles with three pics characteristic of carotenoid production. In 1 1 1 contrast, NCTC8325-4 and RN1 had spectra characteristic of no or very little carotenoid 1 1 2 production. As expected from our visual observation ( Figure 1A) , the spectra of Δ hfq 1 1 3 derivatives did not differ from those of their respective parental strains ( Figure 1B) . 1 1 4
Hfq overexpression does not alter S. aureus pigmentation 1 1 5
In the above-described strains, hfq is possibly poorly expressed, in which case hfq deletions 1 1 6
would not lead to detectable phenotypes. We therefore tested the effects of an inducible Hfq 1 1 7 expression system on pigment production. If the absence of Hfq leads to yellow colonies as 1 1 8
proposed [14] , the presence of Hfq could lower pigment production and lead to white 1 1 9 colonies. To address this point, hfq was cloned under the control of the P xyl/tetO promoter in 1 2 0 multi-copy plasmid pRMC2 [17] leading to pRMC2Hfq. hfq expression in strains harboring 1 2 1 pRMC2Hfq was induced upon aTc addition to media. To confirm that P xyl/tetO was effectively 1 2 2 driving hfq expression, a pRMC2Hfq derivative was engineered harboring a 3xflag sequence 1 2 3 inserted in frame at the end of the hfq open reading frame. The resulting plasmid, 1 2 4 pRMC2HfqFLAG is a proxy for expression from pRMC2Hfq. HG003 was transformed with 1 2 5 pRMC2, pRMC2Hfq and pRMC2HfqFLAG. The protein Hfq::3xFLAG was detected upon aTc 1 2 6 induction by western blotting using FLAG antibodies (Figure 2A ). We inferred from this result 1 2 7 that addition of aTc to strains harboring pRMC2Hfq lead to Hfq synthesis. The RN4220 white 1 2 8 and HG003 yellow colors were not affected by the presence of either pRMC2, pRMC2Hfq or 1 2 9 pRMC2HfqFLAG and remained identical upon aTc addition to growth medium ( Figure 2B ). 1 3 0 aureus pigmentation [14] . We cannot rule out that our observation is limited to specific S. 1 4 5 aureus strains. However, we used an NCTC8325-4 hfq derivative similar the one used in the 1 4 6 previous study. Furthermore, the present results are strengthened by the construction of hfq 1 4 7 mutants in numerous S. aureus backgrounds. The discrepancy between our and Liu et al. We thank Sandy Gruss, Annick Jacq and Yan Jing for critical reading of the manuscript, 1 7 8 helpful discussions and warm support. 1 7 9
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